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1. 



FUNCTIONALIZED POLYMERS FOR SITE-SPECIFIC ATTACHMENT 

INTRQDUC TTOM 

Technical FiV.M 

The present invention relates to the preparation of functionalized 
polymers. More particularly, the present invention relates to reagents and methods 
for the site-specific chemical modification of target molecules, e.g. 
biomacromolecules, particularly biologically important polypeptides, and other 
polydisperse macromolecules such as plastics (e.g., polyethylene or nylon) by 
means of covalent attachment of functionalized polymers, particularly polyalkylene 
oxide polymers. 

Backgro und 

Preparations of polyethylene glycol-modified polypeptides have 
reduced immunogenicity and antigenicity and also have a longer lifetime in the 
bloodstream as compared to the parent polypeptides (Abuchowski and Davis (1981) 
"Enzymes as Drugs", Holcenberg and Roberts, eds., pp367-383, John Wiley & 
Sons, N. Y.). These beneficial properties of the modified polypeptides make them 
very useful in a variety of therapeutic applications, such as enzyme therapy To 
effect attachment of polyethylene glycol ("PEG") to a protein, the hydroxyl end- 
groups of the polymer must first be converted into reactive functional groups This 
process is frequently referred to as "activation" and the product is called "activated 
PEG." Methoxypolyethylene glycol ("mPEG") derivatives, capped on one end 
with a protecting group and bearing on the other end an electrophilic that is reactive 
towards amines on a protein molecule have been used in most cases. One of the 
most common form of activated PEG used for preparation of therapeutic enzymes is 
methoxy-poly (ethylene glycol) succinoyl-N-hydroxysuccinimide ester (Abuchowski 
et al. (1984) Cancer Biochem. Biophys. 7:175-186). However, one major 
drawback is that ester linkage between the polymer and succinic acid residue has 
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typically cumulative as derealization is carried to completion. Typically, increasing 
the number of polymers per molecule of polypeptide using the methods above very" 
often decreases sterically the accessibility of the active site and thus diminishes 
biological activities possessed by the unmodified polypeptide. Polyethylene glycol 
modified TNF-a is a typical example where extensive modification resulted in the 
complete loss of bioactivity (Tsutsumi et al. (1994) Jpn. J. Cane. Res. 85, 9-12). 

In light of the many potential applications of polymer conjugated 
molecules, and particularly in view of the art's focus on PEG-polypeptides, there is 
a need in the ait to increase the repertoire of functionalized polymers for use in 
modifying target macromolecules or materials, such as surfaces. Accordingly, there 
is a need in the art for functionalized polymers in addition to functionalized PEG, as 
well as methods for allowing one to overcome the disadvantages inherent in and ' 
observed for the current methods of polymer attachment, both for medical and non- 
medical uses. For example, there is a need in the art to provide functionalized 
polymers that are capable of coupling to residues of target molecules, e.g. amino 
acid residues of polypeptides, without drastically altering the charge present on the 
residue or without introducing groups at locations likely to interfere with the 
binding properties of the target molecule, and that are attached through linkages that 
are stable under a variety of conditions, particularly physiologically relevant " 
conditions. Thus, a need exists for reagents and methods for constructing 
homogeneous preparations, of easily synthesized macromolecules of defined 
structure having stable ligation linkages, wherein these reagents and methods 
provide ease, rapidity and mildness of synthesis; essentially quantitative yields; 
versatility in design; and applicability to construction using a diversity of 
biochemical classes of compounds. The reagents and methods provided in the 
present invention provide meet these needs and others as well. 

SUMMARY QF THE INVPMTTOM 
The present invention provides methods and compounds for site- 
specifically, chemoselectively modifying inder mild conditions a target 
macromolecule, such as proteins, peptides, other organic compounds such as 
plastics, or surfaces containing macromolecules, with an amino-oxy or aldehyde (or 
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present on a functionalized polymer of the invention, reacting the functionalized 
target macromolecule with the functionalized polymer such that an oxime bond is 
formed between the first and second functional groups. 

Multi-polymer-containing amino-oxy-functionalized or aldehyde(or 
ketone)-functionalized polymer constructs are also provided that allow site-specific 
chemoselective ligation under mild conditions of the construct (and thus all of its ' 
polymers) to a single site on a target macromolecule via an oxime bond. Families 
of functionalized polymer constructs are also provided wherein each construct 
differs in topology but not in molecular weight (average) from the others in the 
same family. Methods for their use include the systematic modification of a target 
macromolecule to rapidly create a family of target molecules, preferably 
biologically important proteins, differing in topology but not molecular weight from 
wluch family car, be identified macromolecules having desired biological or physical 
properties, such as enhanced pharmacokinetic behavior. The present invention thus 
provides methods for systematically modifying the Stokes radius of a target 
macromolecule, which method includes the steps of conjugating a functionalized 
target macromolecule with a series of functionalized polymers of the invention, 
preferably the multi-polymer-containing functionalized polymers, in separate ' 
reactions, and then determining the effect of conjugation on the Stokes radius In a 
preferred embodiment of this aspect of the invention the pharmacokinetic behavior 
of a target macromolecule is systematically modified. 

Kits are provided with appropriate reagents for carrying out the 
methods of the invention. 

gRIEF DESCRTPTrnM nv the DPAwrNinc 

Figure 1 depicts an SDS-PAGE gel under non-reducing conditions 
showmg the migration of conjugates of oxidized 11-8 with different functionalized 
PEG polymers. In all cases a single derivative was obtained in the conjugate 
reaction. I^ e s 1, 3, 5, 7: Result of 20 hour incubation of oxidized IL-8 with 
functionalized AoA-PEG 3lD , AoA-PEG 10kD , AoA-PEG 20kD , and AoA-N-(PEG ) 
respectively. AoA-N(PEG JlD ), is (PEG^-CONH^^-^-NH-Aoa" * 
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place of the Il-lra (also designated herein as "Antril" (from Synergen, Inc.)) ajid 
derivatives. The dispersion of the means is not unusual in this assay. For clarity, 
the dose-response curves for the three Antril derivatives were plotted separately 
(dotted lines and error bars), each time with the same standard curve obtained with 
Antril (solid line and error bars). 

Figures 6A and 6B depict pharmacokinetics of PEG I0U) -Il-lra (Figure 
6A) and PEG J0U) -IMra (Figure 6B) in rats, compared with that of unmodified 
Il-lra. For clarity, the results with the two derivatives are plotted separately (dotted 
lines), each time with the same set of results obtained for unmodified Antril (solid 
line). Blood samples were collected at 3, 10, and 30 minutes and at 1, 3, 7, 12 and 
24 hours. Each point represents a single determination with a single animal. In 
case of unmodified Antril, a slow rise in blood levels after an initial decrease could 
be shown between 30 and 180 min. Such an unexpected behavior was not observed 
with other investigated proteins used under the same experimental conditions. 
Animals that showed clear evidence that some or most of the injection had missed 
the tail vein and had been deposited subcutaneously (excessive radioactivity 
remaining at the iiijection site followed by a slow rise in blood levels after an initial 
decrease rather than the usual biphasic, exponential-like decrease) were discarded. 

Figure 7 depicts pharmacokinetics of 11-8, PEG J0U) -Il-8, Il-8-PEG J0u - 
11-8 and (PEG^Lys-Il-8. Blood samples were collected at 3, 7, 15 and 30 
minutes, and at 1, 3 and 7 hours. Each point represents the mean value or four 
animals. The dumbbell and the multiarm constructs appear as the most effective 
conjugates for improving the lifetime of 11-8 in the bloodstream. 

DESCRIPTION OF SPECTFTC EMBOnTMTMTg 

The subject invention provides novel modifying reagents that are 
amino-oxy derivatives of polymer, preferably water-soluble polymers such as PEG, 
i.e., polyethylene glycol. The reagents of the subject invention may be used to 
covalently attach a variety of polymers to target macromolecules of interest. 

An important advantage of the subject invention, particularly in the 
case of biological important macromolecules such as polypeptides, is that target 
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9. 

runctionalized target macromolecule. Generally, the PEG or POG (i.e., 
polyoxyethylated glycerol) molecule is activated or runctionalized by attaching the 
reactive group to a terminal hydroxyl groups and then the functionalized polymer is 
covalently conjugated to an aldehyde group that has been site-specifically introduced 
into the target molecule. In sharp contrast to typical previous methods of 
conjugations where conjugation may occur between any reactive amino acids on the 
protein, the reactive amino acid is typically lysine, and lysine is linked to the 
reactive group on PEG or POG through its free .-amino group, the functional ' 
polymer reagents of the invention are site-specifically attached via a stable oxime 
linkage to a single, pre-chosen, site on the target molecule. 

A "target macromolecule" as used herein refers to an organic 
molecule (which includes molecules of biologic origin as well as organic molecules 
with inorganic components) having a molecular weight of at least 500, more 
preferably of at least 2000, even more preferably at least 5000, most preferably at 
least 10,000. A "ftinctionalized target macromolecule" is a target macromolecule 
that has been modified site-specifically to contain an oxime-fonning functional 
group. The target macromolecule can be derived from natural, recombinant sources 
or can be synthetic. 

The term water-soluble runctionalized polymer reagent as used herein 
refers to a water-soluble polymer modified so as to contain a functional group that 
provides for the site-specific conjugation of the water-soluble polymer to a target 
macromolecule through an oxime linkage. By the methods of the invention, target 
macromolecules are site-specifically modified to contain a functional group mat is 
complementary in oxime-fonning reactivity with the amino-oxy or aldehyde 
functional group introduced onto the polymer, preferably at one of its termini (or in 
the case of a bi-functional polymer-at both of its termini). By providing for water- 
soluble polymer reagents that can be coupled site-specifically to a polypeptide at an 
amino acid residue, preferably at the C- or N- terminus, it becomes possible to 
conjugate water-soluble polymers to proteins without substantially adversely 
affecting the biological activity of proteins that would be adversely affected through 
multiple couplings at amino acid residues located throughout the protein. 
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polymers of interest preferably have hydroxy groups appended to the polymer 
backbone that are convenient sites for functionalization and may be selected from 
known water-soluble polymers including but not limited to: (a) dextran and dextran 
derivatives, including dextran sulfate, P-amino cross linked dextrin, and 
carboxymethyl dextrin, (b) ceUulose and cellulose derivatives, including 
methylcellulose and carboxymethyl ceUulose, (c) starch and dextrines, and 
derivatives and hydroylactes of starch, (d) polyalklyene glycol and derivatives 
thereof, including polyethylene glycol, methoxypolyethylene glycol, polyethylene 
glycol homopolymers, polypropylene glycol homopolymers, copolymers of ethylene 
glycol with propylene glycol, wherein said homopolymers and copolymers are 
unsubstituted or substituted at one end with an alkyl group, (e) heparin and 
fragments of heparin, (f) polyvinyl alcohol and polyvinyl ethyl ethers, (g) 
polyvinylpyrrolidone, (h) cr,/J-Poly [(2-hydroxyethyl)-DL-aspartarnide, (i) 
polyoxyethylated polyols, and (j) polynucleotides, including deoxyribonucleotides, 
ribonucleotides, and their phosphate-backbone-modified derivatives, e.g 
phosphorothioate derivatives. Preferred polynucleotides are those oligonucleotides 
of homology to biologically important polypeptides, preferably of viral or 
mammalian origin, and can include antisense sequences. 

Water-soluble polymer reagents include but are not restricted to 
polypropylene glycol ("PPG"), polyoxyethylated polyol ("POP"), heparin, heparin 
fragments, dextran, polysaccharides, polyamino acids including proline, polyvinyl 
alcohol f PVA"), and other water-soluble organic polymers. The water-soluble 
polymer reagents of the subject invention include amino-oxy derivatives of 
polyethylene glycol homopolymers, polypropylene glycol homopolymers, 
copolymers of ethylene glycol with propylene glycol, wherein said homopolymers 
and copolymers are unsubstituted or substituted at one end with an alkyl group 
polyoxyethylated polyols, polyvinyl alcohol, polysaccharides, polyvinyl ethyl ethers, 
and a,0-Poly [(2-hydroxyethyl)-DL-aspartamide] and other water-soluble organic 
polymers. U.S. Pat. No. 4,179337; U.S. Pat. No. 4,609,546; U.S. Pat. No. 
4,261,973; U.S. Pat. No. 4,055,635; U.S. Pat. No. 3,960,830; U.S. Pat. No. 
4,415,665; U.S. Pat. No. 4,412,989; U.S. Pat. No. 4,002,531; U.S. Pat. No 
4,414,147; U.S. Pat. No. 3,788,948; U.S. Pat. No. 4,732,863; U.S. Pat. No. 
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The spacer group X is optionally present. This invention provides 
functionalized polymers in which the complementary reactive group capable of 
oxime-linkage formation is an amino-oxy group. Preferred is amino-oxy-acetyl 
("AoA"). In fact, additional structure (X or spacer group) can be used which 
connects an amino-oxy group to the polymer of interest. The spacer group X 
represents a non-reacting group comprising substituted or unsubstituted, branched or 
linear, aliphatic or aromatic groups such as phenyl or C,-C 10 alkylene moieties, 
C,-C l0 alkyl groups, or a combination thereof, or an amino acid chain (such as a 
flexible hinge or loop sequence (see for example Argos, J. Mol. Biol. (1990) 
211:943-958), or a nucleotide chain or a sugar chain or a lipid chain or a 
combination thereof and may contain heteroatoms. In the preferred embodiments of 
P-X-ONH,, X comprises -CH r or -CHOH-, or more preferably -CO-CH 2 - or -NH- 
CO-CH,-. For example, in Example 1 below, X is -NH-CO-CH,- in the formula 
for AoA-MPEG: CHj-O-fCH^OnCH^H.-NH-CO-CH.-O-NH,. When an 
amino-oxy group is on the functionalized polymer groups present in the additional 
connecting structure (spacer groups) adjacent to the amino-oxy function are not 
critical; however, a requirement of these spacer groups is that they do not interfere 
with the formation of the oxime linkage between the amino-oxy and its 
complementary aldehyde group. They should not react in preference to the 
amino-oxy group with the aldehyde, nor provide steric hindrance to the reaction, 
nor deactivate the reactive groups. Where the conjugated polymer is to be used for 
antigenic or immunogenic purposes, it is apparent to one skilled in the art that 
spacer groups are chosen that are not themselves strongly immunogenic. Where the 
conjugated polymer is to be used for binding purposes, the preferred spacer group 
enhances or at least does not interfere with properties such as binding, avidity, 
product stability or solubility. 

The spacer group X can be chosen to enhance hydrblytic stability of the 
oxime linkage. The hydrolytic stability of oximes is influenced by their structure; 
data indicate that oxime stability increases in the series: 
-CO-NH-CHj-CI^N-O-CH,- <; -CO-NH-CH 2 -C(R)=N-0-CH r < 
-NH-CO-CH=N-0-CH r < -C 6 H 4 -CH=N-0-CH I -. Increased oxime stability may 
be obtained with the presence of aromatic groups in X. 
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In another embodiment of the invention bi- and muld-polymer-containing 
fiinctionalized polymers are provided. Functionalized polymers of these" 
embodiments have the general formulas 

(P) m L-X-0-NH 2 
or 

(P) n L-X-C(R)0 

where P is an organic polymer as defined herein, m is an integer from 2 to 10 
more preferably 2 to 5, X is a spacer group as defined herein, -O-NH, is amino- 
oxy, -C(R)0 is aldehyde when R is hydrogen, and L is a multi-valent linking group 
to which each P ( m in number) is separately and covalently linked, and wherein the 
valency of L is at least m+1. When -C(R)0 is a ketone, R is preferably C1-C10 
more preferably CI to C4, linear or branched alkyl group. In the aldehyde or 
ketone functionalized polymer, groups present in the X spacer adjacent to the 
aldehyde or ketone function are not critical; however, a requirement of these groups 
is that they do not interfere with the formation of the oxime linkage between the 
aldehyde and its complementary amino-oxy group. They should not react in 
preference to the aldehyde group with the amino-oxy, nor provide steric hindrance 
to the reaction, nor deactivate the reactive groups. The connecting group does not 
react with other functions present but if designed to do so then does not do so in an 
undesirable way (i.e., a way which reduces product homogeneity or activity). The 
spacer group preferably represents a non-reacting group comprising substituted or 
unsubstituted aliphatic or aromatic groups such as phenyl or C r C 10 alkylene 
moieties, C r C I0 alkyl groups, or a combination thereof, or an amino acid chain 
(such as a flexible hinge or loop sequence (see for example Argos, J. Mol Biol 
(1990) 211:943-958), or a nucleotide chain or a sugar chain or a lipid chain or a 
combination thereof and may contain heteroatoms. Preferably when the oxime- 
forming group comprises -X-C(R)0, X is a spacer group comprising -CH r , -CO- 
or -CHOH, more preferably -CA, Also preferred are an aldehyde and spacer ' 
comprising OHC-CO- or glyoxylyl ("GXL B ). 

In additional embodiments of the invention the oxygen atom of the amino- 
oxy group can be replaced with a sulphur atom, in which case reaction with an 
aldehyde or ketone functional group would yield a thio-oxime bond -C(R)= N . S - 
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or solubility. Linking structures can themselves contain valencies occupied with 
oxime-forming groups such that parallel assembly via oxime formation with a 
complementary functionalked polymer of the invention is employed to assemble the 
(P)„L- structure. Accordingly, baseplate structures described in co-pending United 
States Serial Numbers 08/057,594, 08/114,877, and 08/057,594, and co-pending 
International application PCT/B94/00093 (which are hereby incorporated by 
reference) are suitable for use as L structures. The oxime-forming groups of the 
baseplates can be replaced with other complementary reactive groups; however, 
most preferably oxime formation is used for assembly. For an example where non- 
oxime chemistry is used for (P )bi L- assembly, see Example 4 herein where L is 
pentalysyl peptide (where m is 5) with each lysyi residue containing a covalently 
attached polymer and the peptide N-terminal contains the oxime-forming group. A 
preferred L structure is derived from a tri-amine compound wherein any two amino 
groups are each available for coupling to a polymer and the remaining amino group 
is available for introduction of an oxime-forming group. A preferred tri-amine is a 
compound of the formula NCR5-NH,),, wherein any two amino groups (-NHj) are 
available for coupling to the polymer and the remaining amino group is available for 
introduction of an oxime-forming group, and R5 is a non-reacting group comprising 
substituted or unsubstituted aliphatic or aromatic groups such as phenyl or C r C 10 " 
alkylene moieties, C r C l0 alkyl groups, or a combination thereof, or an amino add 
chain (such as a flexible hinge or loop sequence (see for example Argos J Mol 
Biol. (1990) 21 1:943-958), or a nucleotide chain or a sugar chain or a lipid chain or 
a combination thereof and may contain heteroatoms. R5 is preferably -CH2-CH2-. 
The three primary amino groups are preferably distal to the nitrogen. Most 
preferably the tri-amine compound is tris-(2-aminoethyl)amine. 

As is taught herein a great flexibility is available to one in the art for 
designing and obtaining L-structures of desired sequence, structure, valency, and 
function with specifically placed complementary reactive groups for attachment of 
polymers. Additional methods and compounds, which were developed in the 
laboratories of the present inventors and which are suitable for L-structure 
synthesis, are described in Rose (/. Amer. Chem. Sac. "Facile synthesis of artificial 
proteins" (1994) 116:30-33; incorporated herein by reference). 
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attached to -O-NH,. A protective group is non-reactive with respect to the polymer 
functionalization methods of the invention or the target macromolecules of the 
invention. Preferably the protective group has between 1 and 10 carbons, more 
preferably it is an alkyl group, most preferably it is methyl. Prior to 
functionalization, preferably PEG has at least one hydroxy group more preferably it 
is a terminal hydroxy group. It is this hydroxy group which is preferably activated 
(functionalized) to introduce a functional group capable of site-specifically forming 
an oxime linkage with a complementary reactive group introduced site-specifically 
on a target macromolecule. By "lower alkyl" group is meant a CI to CIO, 
preferably C2 to C4, alkyl group. 

In another preferred embodiment of the invention, bi- and multi-polymer- 
containing functionalized polymers containing PEG or its derivatives are provided. 
These embodiments are those bi- and multi-polymer functionalized polymers as 
discussed above, but wherein two or more PEG polymers are attached to a single 
oxime forming group through individual attachment to the linking structure. The 
bi- and multi-PEG functionalized polymers of the invention find particular use in 
systematically modifying the Stokes radius of a polypeptide, which, in the case of 
pharmaceutical^ important polypeptides, preferably allows systematic modification 
of its pharmacokinetic behavior, and ultimately its therapeutic efficacy. 

More specifically, the invention relates to preparation and use of a 
functionalized PEG and dextran: monofunctional MPEG-NH-CO-CH2-0-NH,, 
Dextra^-O-CHCCHOH-C^OH)-^^ 

I^xtran-O-CHCCHOH-CH.O^CHOHi^H^-CCH^-NH-CO-CA-CHo! 
Afunctional NH^O-CHZ-CO-NH-PEG-NH-CO-CH.-O-NH,, and multi-PEGylated 
(PEG^Lys-^CH^-N^^ 

and (PEG-aminoethyOj-N-fCH^j-NH-CO-CHj-O-NH,. 

In a preferred embodiment of the invention, functionalized polymers, as 
taught herein, containing dextran or its derivatives as the polymer backbone are 
provided. In another preferred embodiment the functionalized polymer is a mono- 
functional or a bi-functional polymer that contains dextran or a derivative thereof. 
In yet another preferred embodiment, bi- and multi-polymer functionalized 
polymers, as taught herein, containing dextran or its derivatives are provided. 
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known in the ait or with a functionalized polymer of the invention via oxime 
chemistry. After isolation of the bi- or multi-polymer product, the product is 
functionalized according to the invention by deprotection of the protected remaining 
valency of L followed by subsequent reaction, e.g. acylation in the case of an amino 
group, with a suitably protected-amino-oxy or protected-aldehyde containing 
acylating group. After deprotection of the oxime-forming functional groupie 
final product, the bi- or multi-polymer functionalized polymer is obtained. ' 

Alternatively, L is first derivatized with a suitably protected-amino-oxy or 
protected-aldehyde containing group, the mono-substituted derivative is isolated, the 
mono-substituted L derivative is then reacted at each remaining valency with a ' 
polymer intermediate (such as one having a COOH when L contains NH, or an NH, 
group when L contains COOH) or with a functionalized polymer of the invention 
(when oxime chemistry is used to assemble P to L). For example, MPEG-COOH 
intermediate polymers, which can react with free amino groups on an L-structure, 
are provided. The coupling will take place in the presence of HOBt and DCC, or 
without these reagents if the succinimidyl derivative of MPEG-COOH was 
previously prepared.. After deprotection of the oxime-forming functional group, 
the final product, the bi- or multi-polymer functionalized polymer is obtained. 

When the L group is formed from amino acids, the peptide sequence of an 
L structure can be synthesized by routine solid phase peptide synthesis ("SPPS"), 
and while the peptide is still attached to the solid phase PEG-COOH in an activated 
form, such as the N-hydroxysuccinimide ester, can be added to the nascent peptide 
chain. For example, the L structure can consist of a peptide having six reactive 
groups such as five lysine residues and an N-terminal amine group. PEG-COOSu 
hydroxysuccinimide ester can react with each of the € -amino groups of the lysine 
residues (while the N-terminus a -amino group is left protected). The N-terminal 
amine group of the fully acylated peptide is then unprotected and the polymer- 
containing structure is reacted with a Boc-AoA-containing active ester to introduce 
the AoA group, which after Boc removal and mild cleavage from the resin, yields a 
penta-polymer-containing functionalized polymer of the invention. It is noteworthy 
that this method finds particular use with synthetic structures (and perhaps certain 
recombinant products) since these can be designed to exclude additional residues, 



WO 96/41813 



PCT/IB95/01175 



22. 



Ser-p Mla i ysule „ obtataed Tnatm S 

«. — ^ . mM ^ g ^ j as ~r ;;;:r 

'-Ser-pentaivsine to .-GXT^vsine, ^ , pe„ a . GXL L l " 

•« can ,he„ ta ^ wid , M t*^^**™*. 

THp #w;#t**- . ^ P^iymer ot the invention 

2 «*- -Con can he .enn^ usblg my ^ „ f * 

■ ol-2-anuno conpcno having redely fa, ^ abou[ " 

-ova, * pe riodate . for example by ^ J ^ 

(RP-HPLC,. Since to ^ only „ £ 

- «- *ox y y, One skUien in t he a„ ^ws of meIhods for ^ 

- serine , rom „ rid a«„„, when ^ „ „ ^ 

which ,7 p ^^"^S «*• — >» fanta <he AoA grcp 
** — Boc rcm0 vai, y ie, ds . / P ; 

*« can a^enu, he ^ under mUd COIldjtions ^'J* ~ 

synthes.3, 2nd ed., Wiley, New York, NY). 

Functionalized target macromolecules can be designed and „ 
« ^ce an oxime , onntag group ^ J^TT; 

^mauonal appUcadon Knowraw (which a rc hereby incop, ' 
«— ta. na^ Muras , and an canning complemeMaiy ^ 



WO 96/41813 




PCT/IB95/0117S 



23. 



an aldehyde or amino-oxy group, is site-specifically formed at a desired location of 
the macromolecule. 

In a preferred embodiment of the present invention functionalized polymers 
are prepared that are reactive site-specifically with polypeptide compounds, or with 
compounds or materials containing amino acids, in which an amino acid has been 
modified to contain an oxime-forming group specifically reactive with the oxime- 
forming function introduced onto the polymer. Preferably the N-terminal or C- 
terminal residue of a polypeptide is so modified using methods presented herein. 
Co-pending applications United States Serial Numbers 08/114,877, filed August 31, 
1993; 08/105,904, filed May 12, 1994, as well as PCT/IB94/0093, filed May 5, 
1994, each of whose contents are hereby incorporated by reference, present 
additional methods for site-specific modification of target compounds, particularly 
polypeptides by both chemical and enzymatic means, that find use with the 
functionalized polymer compounds of the present invention and methods for their 
conjugation to target molecules as taught herein. 

In the case of a polypeptide, the oxime-forming group is introduced 
preferably at a C-tehninal of the polypeptide by selective enzyme catalyzed reverse 
proteolysis or at an N-terminal serine or threonine by mild oxidation. (See for 
example Geoghegan et al. (Bioconjugate Chem. (1992) 3:138-146); Gaertner et al. 
(Bioconjugate Chem. (1992) 3:262-268); EP 243929; and WO90/02135, which are 
incorporated herein by reference.) A recombinant or natural peptide may have 
multiple C- or N-termini, such as would occur in a dimer or tetramer, each of 
which can be functionalized. 

The water-soluble polymer reagents of the invention may be used to modify 
a variety of polypeptides or similar molecules that have been site-specifically 
modified to contain a complementary functional group capable of oxime formation 
with the functional group on the polymer. Polypeptides of interest include: 
antibodies, monoclonal and polyclonal; cytokines, including, M-CSF, GM-CSF, G- 
CSF, stem-cell growth factor; lymphokines, IL-2, EL-3, growth factors, including, 
PDGF, EGF; peptide hormones, including, hGH, erythropoietin; blood clotting " 30 
factors, including, Factor VI; immunogens; enzymes; enzyme inhibitors; ligands 
and the like. Polypeptides of interest for water-soluble polymer derivatization by 
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radioactive, enzymatic, biotin/avidin or the like. Synthetic antibody derivatives 
include natural immunoglobulin sequences that have been mutated and selected for 
altered binding specificity, various immunoglobulin gene derived polypeptides, 
typically single chain, produced by genetically modified bacteria, antibodies 
modified so as to contain modified constant regions and the like; a review of such 
synthetic antibody derivatives based on the principles of antibody formation is 
provided in Winter and Milstein, Nature, 349:293-299 (1991). An antibody is a 
glycoprotein of the globulin type that is formed in an animal organism in response 
to the administration of an antigen and that is capable of combining specifically with 
the antigen. These are also referred to as immunoglobulins. Antibody fragments 
can retain some ability to selectively bind with their antigen or hapten. The ability 
to bind with an antigen or hapten is determined by antigen-binding assays (see, for 
example, Antibodies: A Laboratory Manual, Harlow and Lane, eds., Cold Spring 
Harbor, New York (1988), which is incorporated herein by reference). Such 
antibody fragments include, but are not limited to, Fab, Fab' and (Fab*),. A native 
antibody is one which is isolated from an animal or from an animal or hybrid 
animal (hybridoma) cell line. 

The teachings herein describing groups present in the additional connecting 
structure (spacer group) adjacent to the aldehyde function or the amino-oxy function 
present on a functionalized polymer applies to any spacer group present on 
functionalized target molecules as well. 

In one embodiment of the invention, the C-terminus is modified, preferably 
with enzymes that can direct bifunctional reagents with suitable reactive groups 
specifically at the C-terminus in polypeptides or proteins (e.g. antibodies). The 
carboxyl terminus of a polypeptide chain is, at least in terms of primary structure, 
in most cases far from the active site of a protein. In another embodiment of the' 
invention, use is made of the fact that specific bifunctional reagents with suitable 
reactive groups preferably or specifically react at non-carboxy terminus sites of a 
polypeptide molecule. In a most preferred embodiment, the amino terminal group 
is the site-specific target after reaction to activate the N-terminal site on a peptide. 
In a preferred reaction, N-terminal serine ("Ser") and threonine ("Thr") residues are 
oxidized in an exceedingly mild reaction with periodate (e.g. 20°C, 26 M M protein, 
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or PEG-NHCO-C^-CHO. as described in Example 12, which can be obtained by 
reacting, for example, amino functionalized PEG with carboxy(benzaldehyde)OSu. 

In the same way, a polyaminooxy tag can be introduced at a single site, in 
order to obtain a multiarm-conjugate, as it is shown in Example 18, with (H,N- 
OCHj-CONHCCH^N and PEG-CHO. 

In less preferred embodiments, the site-specific target is a side-chain group 
of a polypeptide not necessarily non-terminal, preferably an amino acid residue 
present at a single copy or otherwise preferentially available and sensitive to 
modification. Alternatively, a unique residue may be introduced by recombinant 
methods. The side-chain group may be first modified using method taught herein to 
put in place a reactive group (aldehyde, keto or AoA) that will subsequently 
specifically react with a complementary reactive group on a functionalized polymer 
(e.g. AoA or aldehyde). 

In another embodiment of the invention, a target macromolecule, 
particularly a polypeptide, is modified site-specifically at a location other than at its 
termini. Modifications to the primary structure itself, by deletion, addition, or 
alteration of the amino acids incorporated into the sequence during translation, can 
be made without destroying the activity of the protein. Methods for making such 
modified proteins, known as "mutetns", are described in U.S. Pat. No. 4,518,584 
issued May 21, 1985, and U.S. Pat. No. 4,752,585, issued June 21, 1985, both are 
hereby incorporated by reference, and are well-known in the art (see Current 
Protocols in Molecular Biology, ed., Ausubel (1994), Greene Pub. Associates and 
Wiley-Interscience, J. Wiley, New York, NY; all volumes of which are hereby 
incorporated by reference). For example, at least one amino acid residue which is 
not essential to biological activity and is present in the biologically active protein 
can be replaced with another amino acid which is amenable to subsequent site- 
specific modification to create a functionalized target macromolecule of the 
invention. 

Polymers functionalized with a hydrazide group can also react with the 
specifically introduced aldehydic or keto group, to form a hydrazone linkage. 
Though this bond is known to be less stable than the oxime bond, especially under 
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-croorganism or a eufcarvotic ceU that h as been Conned wit a^ 
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preferably P is covalently joined site-specifically to a functionalized N- or C- 
terminal residue on B. In additional embodiments of the invention the oxygen atom 
in the oxime bond of the formulas is replaced with a sulphur atom to obtain a - 
C(R)=N-S- thio-oxime bond. 

Individual functionalized target macromolecules can be derivatized by one 
or more different water-soluble polymers by means of reaction with different 
embodiments of the polymer compounds of the invention. Individual target 
macromolecules can be modified with multiple water-soluble polymers at a single 
site when m is greater than one. Preferably P is a polyalkylene glycol or a dextran 
derivative. 

Biological activities of proteins modified with PEG or dextran polymers are 
preserved to a large extent as shown by the Examples below. 

Salts of any of the macromolecules described herein, e.g., polypeptides, 
water-soluble polymers and derivatives thereof, will naturally occur when such 
molecules are present in (or isolated from) aqueous solutions of various pHs. All 
salts of peptides and other macromolecules having the indicated biological activity 
are considered to be within the scope of the present invention. Examples include 
alkali, alkaline earth, and other metal salts of carboxylic acid residues, acid addition 
salts (e.g., HC1) of amino residues, and zwitterions formed by reactions between 
carboxylic acid and amino residues within the same molecule. 

As will be readily 

appreciated in light of the present invention, homogeneous polymer conjugate 
compositions can be comprised of homo- or hetero-polymers. As discussed in the 
remainder of the application, when a heterobi- or heteromulti-polymer 
functionalized-polymer is attached to a target macromolecule not all of the polymer 
molecules attached at the single site will be identical with respect to chemical type 
or MW(av), nevertheless the composition can be homogeneous as defined herein. 
For example, step-wise assembly of polymers onto a Unking structure ("L") (see co- 
pending United States Serial Numbers 08/057,594, 08/114,877, and 08/057,594, 
and co-pending International application PCT/IB94/00093, which are hereby 
incorporated by reference) allows the introduction of different polymers at each step 
to create a homogeneous composition of a hetero-polymer. 
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pH for a specific oximation reaction, taking into account pH stability of the 
molecules during the period of the oximation reaction. Oximation due to 
chemoselective ligation of the complementary chemical groups results rapidly and 
essentially quantitatively in the formation of a homogenous preparation of a oxime 
conjugate of defined structure when the AoA and GXL pair are used. 

Oxime-forming complementary chemically reactive groups can be attached 
in either a protected or an unprotected form. Methods to attach an oxime-formino 
complementary chemically reactive group to a target macromolecule include 
attachment through a chemically reactive side chain group. For example an 
oxime-forming complementary chemically reactive group can be attached to a 
cysteine-containing target macromolecule via the S atom by alkylation or disulfide 
formation. Then upon oximation to a ftmctionalized polymer having an aldehydic 
function the target macromolecule is attached via its Cys residue through a thioether 
link (or disulfide bond) and an oxime link to the polymer. Preferred alkylate 
compounds are alkyl halides having an attached AOA group. Specifically preferred 
are those having a BOC protected amino-oxy group preferably an AoA group 
Preferred are Br-CH2-CO-NHCH2CH2NH-CO-CH2-0-NH-Boc. where the AoA 
group is protected and can be removed prior to an oximation step and 
Br-CH2-C0-NHCH2CH2NH-C0-CH2-0-NH, Another alkylating reagent is Br- 
CH 2 CH 2 CH 2 NH-COCH 2 ONH-Boc. The bromoacetyl group is much more reactive 
for alkylation of the thiol group of, for example, Cys residues. Less preferred is 
the iodoacetyl group because it sometimes is too reactive and may be lost by 
photolysis. Other alkylating groups, in addition to the bromoacetyl group, include 
the maleoyl group. As taught herein, linkers for protein modification using this 
group are exemplified as AOA-Lys(maleoyl-beta-alanyl)-OH and maleoyl-beta- 
alanyl-NHCH 2 CHjNH-COCH 2 ONH 2 . Although the maleoyl group is useful for 
making macromolecular conjugates, it is known to have serious stability problems 
(hydrolytic opening of the ring) and so is less suitable for making homogeneous 
polyoximes. Furthermore, alkylation involving the maleoyl group gives a linker 
which is more rigid and bulky than the link formed by alkylation with the 
bromoacetyl group, and is thus more visible to the immune system. A preferred 
linker for in vivo application is one against which an immune response is not 



WO 96/41813 

PCT/IB95/01175 



32/ 

dtaw. Exampies of for atachmeM rf 

2-pyridyl-S-S-CH2CH2NH-CO-CH2-0-NH Th* 

derivatives possess an am - reSUltU,g C **«»»^ 

es possess an aminooxyacetyl (or protected arninooxyacetvn *™ 
through a disulfide k„ a ^ «"»mooxyacetyl) group attached 

„h disulfide bond. The modification disclosed herein is useful for , • 
fcncuonalized poly^ t0 a polyaId » " SefijI for "nnectang 

Sulfide and oxime bonds With f T ^ ^ 

The oxune-liniced polymer-conjugates and the polyoxime based mulf 
Polymer functional^ polymers of the mvention have P J™ ^ multl " 

One novel character^., • .u , n0VeI chara «enstics. 

charactensuc is that the preparations are homogeneous Th. n • 

temperature Thp nvim. r t gcousi y at room 

After the functionalized polymer of the invention (be it a m nn a • 

P0.yn.er fcncUonaifceo po lymM) „ „ . •» «*■ 

Brget macromolecule via an ori™, „ ■ SincUonaljzed 

ulc via an oxxmation reaction An ny; ma r i 

fi.na.onai group „„ ,„ e ^ — fm ™5 

nconanzed urge, macromolecule «,„,,]„„ at , nna , 
«-». reaction is aliowed » procttd ,„ formation of ^ * * 

discussed above the o*,w • conjugate. As 

bove, oxunauon reacnon can occur over a wide range of pHs, 



WO 96/41813 W — PCT/IB95/01175 



33. 

preferably acidic to about pH2, more preferably less than about pH 5, particularly 
when rapid formation is desired. More preferably, the pH is less than 4, most 
preferably about 3.6. The oximation reaction is compatible with lower pH values 
when it is necessary for maintaining target molecule stability or solubility. The 
reaction temperature is preferably room temperature, but can be adjusted to meet 
the specific needs for stability and solubility of the target macromolecule. The 
reaction time is between 10 minutes and 72 hours, more preferably between 3 hours 
and 48 hours, and most preferably between 6 hours and 24 hours. The 
functionalized polymer is in molar excess to the functionalized target 
macromolecule, preferably between about 3-fold to 20-fold molar excess, more 
preferably between about 4-fold to 15-fold, and most preferably between about 5- 
fold to 10-fold molar excess. 

The functionalized polymer is preferably diluted in aqueous, preferably 
buffered, solution at acidic pH. Acetate, 0.1M, pH4.6 is a preferred solution. 
Optionally, a chaotropic agent is present in order to aid in accessibility of the 
functional group of the target macromolecule to the functionalized polymer. A 
preferred agent should be inert to the oximation reaction, inert to both the polymer 
and target molecule, and will not prevent the return of biological activity (if it was 
affected by the chaotropic agent) when removed from the final product. A 
preferred agent is guanidine hydrochloride ("GuHCl"), preferably at about 1 to 8 
molar concentration in the final reaction, more preferably about 4 to 6 molar 
concentration. If the aminooxy derivative is not soluble in water, the conjugation 
reaction can be performed in the presence of an organic solvent. The solvent, and 
its concentration, should not irreversibly interfere with the biological activity of 
interest of the target macromolecule. Suitable solvents are well-known in the field. 
For example, for certain poorly soluble peptides, up to 50% acetonitrile can be used 
for coupling. 

If desired, the polymer conjugate can be purified from the reaction mixture. 
There are many purification methods that are known to those of ordinary skill in the 
art such as size exclusion chromatography, hydrophobic interaction 
chromatography, ion exchange chromatography, preparative isoelectric focusing, 
etc. One particularly preferred method is to combine a size separation method^ith 
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fold to 25-fold. The molar ratio of target molecule to periodate is preferably in the 
range of about 1-fold to about 6-fold, more preferably about 2-fold to 4-fold. In a 
specific embodiment, Il-8:NaI0 4 :AoA was approximately 1:4:10. 

To determine which 

fractions contain the desired conjugate, the fractions can be screened against various 
standards. Preferred screening methods include SDS-PAGE, isoelectric focusing, 
bioactivity, and pharmacokinetics. 

Once it is known which fraction contains the desired conjugate, those 
fractions may be further purified. 

For example, the polymer/protein conjugate mixture can be fractionated 
with the size exclusion chromatography column, the fractions collected, then run on 
an SDS-PAGE gel to determine which fractions contain the desired polymer/protein 
conjugate. Then, the fractions of interest may be further purified by contact with 
the ion exchange chromatography, the fractions collected, and analyzed by 
isoelectric focusing to determine which fractions have the desired polymer/protein 
conjugate. Before the polymer conjugate mixture is subjected to chromatography, it 
can be initially prepared by removing impurities. For example, salts and chaotropic 
agents can be removed with preparatory columns, or can be dialyzed against 
appropriate buffers. 

Once the polymer conjugate is purified it can be tested for bioactivity using 
methods known in the art. 

According to a preferred embodiment of the present invention, protein and 
other organic target macromolecules may be chemically modified by conjugation to 
water-soluble organic polymers such as polyethylene glycol (PEG). The production 
of such protein conjugates is of interest because of the desirable properties 
conferred by the attachment of the water-soluble polymers. These desirable 
properties include increased solubility in aqueous solutions, increased stability 
during storage, reduced immunogenicity, increased resistance to enzymatic 
degradation, compatibility with a wider variety of drug administration systems, and 
increased in vivo half-life. These properties that are brought about by the 
derivatization of polypeptides with PEG or other water-soluble polymers are 
especially of interest when the polypeptide is to be used as a therapeutic agent 
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uyected into the body or when the polypeptide is to be used in assays, usually 
-munoassays, for the detection and/or quantification of a compound of interest 
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After the polymer conjugate is produced and purified it may be 
incorporated into a pharmaceutical composition when target macromolecules 
bebeved to be therapeutically effective for human and veterinary uses, such as 
cancer therapy and the treatment of infectious diseases have been used. 

A therapeutic a^ent U 
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The polymer conjugate can be formulated in a nontoxic, inert 
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ranging from 6 to 8. When used for in vivo therapy, the sterile polymer conjugate 
composition will comprise protein dissolved in an aqueous buffer having an 
acceptable pH upon reconstitution. The polymer conjugate can be formulated with 
a number of excipients such as amino acids, polymers, polyols, sugar, buffers, 
preservatives, other proteins, etc. Specific examples include: octylphenoxy 
polyethoxy ethanol compounds; polyethylene glycol monostearate compounds; 
polyoxyethylene sorbitan fatty acid esters; sucrose; fructose; dextrose; maltose; 
glucose; dextran; mannitol; sorbitol; inositol; galactitol; xylitol; lactose; trehalose; 
bovine or human serum albumin; citrate; acetate; Ringer's and Hank's solutions; 
saline; phosphate; cysteine; arginine; carnitine; alanine; glycine; lysine; valine; 
leucine; polyvinylpyrrolidone; polyethylene glycol; etc. Preferably this formulation 
is stable for at least 6 months at 4°C. 

As a composition, it is parenterally administered to the subject by methods 
known in the art. Administered means providing the subject with an effective 
amount of the compound or pharmaceutical composition. Methods of administration 
to an animal are well known to those of ordinary skill in the art and include, but are 
not limited to, oral, intravenous, transdermal, and parenteral administration. 
Administration may be effected continuously or intermittently throughout the course 
of other treatments. Methods of determining the most effective means and dosage 
of administration are weU known to those of skill in the art and will vary with the 
compound or composition for treatment, the purpose of therapy and the animal or 
patient being treated. This composition may contain other compounds that increase 
the effectiveness or promote the desirable qualities of the particular target 
macromolecule portion. The composition must be safe for administration via the 
route that is chosen, sterile and effective. To maintain the sterility and to increase 
the stability of a polymer conjugate, the composition can be lyophilized and 
reconstituted prior to use. 

Preferably, the formulation is suitable for parenteral administration to 
humans or animals in therapeutically effective amounts. These amounts may be 
determined by the in vivo efficacy data obtained after preclinical testing for: animal 
models of the disease state of interest or in vitro assays generally accepted as 
correlating with in vivo efficacy. 
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single polymer) to a single analyte molecule, wherein each polymer contributes to a 
detectable signal in a subsequent assay step. Targeting of the polymer conjugate to 
the analyte is readily provided, including for example by use of a linking L group 
that comprises an analyte binding group or by use of a hetero-polymer construct of 
the invention wherein at least one polymer on the construct provides analyte 
binding. Preferred are multi-polymer-containing polymer conjugates of the 
invention, particularly those in which the polymer comprises a specific nucleotide 
sequence as a repeating unit that is subsequently detected by hybridization to a 
labeled second oligonucleotide, wherein the label can be radioactive, fluorescent, 
enzyme-linked, or the like as is known in the art. Alternatively, the functional 
polymer can itself be derivatized to contain a detectable marker enzyme-link, or 
other reporter group. 

General methods and principles for macromolecule purification, particularly 
protein purification, can be found, for example, in "Protein Purification: Principles 
and Practice" (1987) by Scopes, 2nd ed., Springer-Verlag, New York, NY, which 
is incorporated herein by reference. 

Also provided herein are methods of systematically modifying the Stokes 
radius of an organic target macromolecule, including the steps of (a) obtaining a 
site-specifically-functionalized target macromolecule comprising a first oxime- 
forming group, (b) obtaining a series of functionalized organic polymers of the 
invention that differ from each other in the series in topology but not molecular 
weight(average) and that include a second oxime-forming group complementary 
reactive to the first oxime-forming group on the target macromolecule, and then (c) 
conjugating the functionalized target macromolecule separately with each 
functionalized polymer via a chemoselective, site-specific oximation, preferably 
under mild conditions as taught herein, to obtain a series of conjugated polymers. 
The steps (a) and (b) are performed in any order. If desired one can identify a 
change in Stokes, radius for each conjugated polymer in the series, preferably by 
size separation methods. The method can further include correlating the change in 
Stokes radius with a change in a biological or physical property of interest of a 
target macromolecule. Alternatively, the method includes identifying a change in a 
biological or physical property of interest, e.g. pharmacokinetic behavior, 
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physiological pH, a decrease in the immune response generated by the native 
protein, an increased pharmacokinetic profile, an increased shelf-life, and an 
increased biological half-life. 

By systematically modifying the Stokes radius of a target macromolecule, 
particularly a pharmaceutically important protein as taught herein, one can in rum 
systematically impart changes in the pharmacokinetic behavior of the molecule, 
which will enable one to more readily create and identify those conjugated 
molecules having enhanced or desired behavior or therapeutic efficiency. Thus, 
functionalized polymers having different polymer topologies while keeping the' 
molecular weight (average) constant are provided. For example, a family of 
functionalized PEG polymers of similarly weighted PEGs with differing topologies 
are provided such that the Stokes radius, and thus pharmacokinetic behavior of a 
biologically important target molecule, can be changed in predictable and 
reproducible ways. 

Kits are provided that contain a series of functionalized polymers for 
attachment to a target of interest, wherein the series comprises polymer constructs 
of similar molecular weight but varying in the number of polymers present in the 
construct. For example, a series can comprise constructs of a 40 kD MW(av) 
polymer, and multi-polymer-containing construct of two 20 kD MW(av) polymers, 
four 10 kD MW(av) polymers, and five 8 kD MW(av) polymers. 

The present process is advantageous because the attachment of polymer(s) 
to a target is predictable and selective. 

A further advantage of the subject invention is that macromolecules, e.g. 
polypeptides, modified by the reagent compounds retain a greater degree of their 
biological activity than when the same target is modified to the same degree by 
joining water-soluble polymers by employing non-oxime and non-site-specific 
chemistries. Thus, the subject invention provides for modified targets that possess 
the advantages associated with the conjugation of water-soluble polymers while 
minimizing the loss of biological activity associated with the modification. 
Consequently, the targets that are more highly derivatized by the use of multi- 
polymer functionalized polymers, and thus possessing the advantages associated with 
the higher degree of derealization, can be produced that have the same level of 
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capable of forming oxime linkages. Because of this flexibility and the absence of 
the need for reversible protection, the design of polymers and targets extends to 
both artificial and natural molecules and their derivatives. Polymer-conjugates can 
be designed to improve solubility of peptides as well as present peptides to receptors 
or antibodies or the immune system of an animal in multi-valent and/or constrained 
forms. Polymer-conjugates formed from synthetic or recombinant polymers and 
target macromolecules have the additional advantage of being virus free. 

Accordingly, preferably the functionalized polymers of the invention and 
the methods provided herein allow a polymer to be conjugated to polypeptide and 
protein derivative by a condensation reaction between an aldehyde and an amino- 
oxy compound. Most preferably the complementary reaction is between a aldehyde 
or ketone and an amino-oxy-acetyl. In all cases an oxime bond is formed. 

The present invention provides further in vitro use of polymers, such as 
PEG. A functionalized polymer can be used to "tag" a target molecule and thus 
enable the molecule's subsequent detection and or quantitation in a number of ways. 
Most simply, the attached polymer allows one to perform a simple size separation 
that will separate the polymer tagged-target molecule from other molecules in a 
mixture. For example, one can readily foUow the modification of a target molecule 
for the production of desired functional sites as measured by the ability to react with 
the reactive functional group on the functionalized polymer, which is in turn 
detected as the appearance of the polymer-tagged target. It is now readily apparent 
that different physicochemical properties of organic polymers can be taken 
advantage of in this way simply by changing the polymer. For example, a slightly 
hydrophobic polymer would allow separation based on hydrophobicity, or one can 
use a polymer binding column that then selects for or against the polymer-conjugate 
as desired. In addition the polymer can chosen, or modified, so that it can be 
directly detected. This imparts the advantage that the polymer may contain multiple 
detectable sites (or repeating units), such that each site present in the polymer binds 
or is recognized by a detection system, thus resulting in the amplification of 
detection signal. Branched DNA ("bDNA") containing reagents exemplify the case 
wherein each polymer unit, in this case a specific nucleotide sequence or repeating 
sequence, is detected by specifically binding a second measurable reagent (Urdea 
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1994, Bio/Technology n: 926-928). For example, fa ^ copper 

N-termuius „, a targe, prottin rould not be ^ 
the N-termmal amino group could not be assessed by eiUier m a « . 
-JT ,e cop,, add,, could be identtfed, 0 r b y J^ZZ^T 

- appearance of the reactive xeto group was easily assessed b' L 
*h» B rea« wi,b a fcnctionateed PEG derivative of lne mveiltio „ „ ' 
"ample, by simpfe size separation i» an SDS . PAGE ^ 

EXAMPT.fs 

dried b MPEG5kD lm """ : 5 ^ WM h ">"""<= (30m.) and 

ried by azeotrop* distUhtio, Dty pyridine was added and thionyl chl ride ' 

Wmmo,, was added dropwise during 10 min under reflux. The mixture was hMW 
£ 4hr, cooled ,o toon, temperature. ^ from ™ 
».uene was evapotated in vacuo. The residue was dissolved in CH 2 C, drie^ 1 
K 2 C0 3 and filtered. The filtrate was ,rea,ed with aiumine oxide ,40 g ) „d 

SSST ,h ° was , ~- fram « 

To a solu.ion of MPEC 5KD .CI (4g, O.Smmol) in DMF COml, 
(8mraol) was added and the mix., ns stirred ( „„. * ~ » 

ffl ! , " ?EG5kD " N3 a5g) WK "^'^ " »bsolu,e ethanol (iOOm,, 10% pd/c 
0.3s, added and the mixture was hydrogenated in a ,o„ pressure hydri 
*P aratus over nigh, The cataiys, was mtered and ethanol evaporated in " 
polymer was resized from toluene/nexane; yieid 3g (86*). ^ 

MPEG 51£D .NH 2 (lg, 0.2mmol) and Boc-NH-0-CH,.COOS U m < „ 
were dissolved in DMSO Mmh «. (O.Smmol) 

OMSO (4m1 '. ,lK apparent pH adjusted to 8-9 with N 
methybnorphoUne and the mUrure stirred over nigbt. ^0*^ acy,a,i 0 „ „ as 
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controlled by the quantitative ninhydrin procedure (Sarin et al. 1981 Anal. Biochem. 
117:147-157) on a lOul aliquot of the reaction mixture. The modified MPEG was 
then recovered by dilution with 5 volumes of water, followed by dialysis against 
water, dialysis and lyophilkation. The Boc group was removed by dissolving the 
product in 10ml of TFA for lhr at room temperature. TFA was removed under 
vacuo, the material was taken up in water, extensively dialyzed against water and 
finally lyophilized; yield 0.93g (93%). 

The same procedure was used for the synthesis of AoA-NH-PEG 10 ^ and 
AoA-NH-PEG 2 o kD from corresponding PEG-NH 2 . 

EXAMPLE 2. Functionalization of Methn XVOO i Vft , h v1Pn^ Glycol- Svp th^t, „f 
^2^H2CONH-PEG-MHro.rHo^)_.NH ^ f AoA-NW.ppn.Mu.A^ ^ 

Boc-NH-0-CH 2 -COOSu (86mg, 0.3mmol) was dissolved in 1ml dry 
DMSO, added to a solution of lg (50umol) of NH 2 -PEG 20kD -NH 2 in 4ml of the 
same solvent and the apparent pH adjusted to 8-9 with N-methylmorpholine. The 
mixture was stirred at room temperature overnight and acylation controlled by the 
standard ninhydrin analysis. The solution was then diluted with 5 volumes of 
distilled water, extensively dialyzed against water and finally lyophilized. The Boc 
group was cleaved and the material further worked up as described in Example 1; 
yield 0.9g (90%). Conjugation with this polymer leads to dimer, e.g. "dumbbell" 
formation. 

EXAMPLE 3. Functionaliration of Methoxvp olvethvten* niy rol: .Wh^ic of 
AoA"V 

To 2.0g (3.9mmol) of Z-Lys(Z)-OSu was added 4ml ethylene diamine 
(60mmol) and the mixture stirred for 2hr at room temperature, where Z is 
benzyloxy-carbonyl. The coupling reaction was quantitative as controlled by 
analytical HPLC on a C8 column using a linear gradient of 0-100% B over 50min 
(t R = 41 .5min instead of 48.5 for Z-Lys(Z)-OSu). The coupling product was 
purified by flash chromatography on a silica column equilibrated in CHCl 3 /MeOH 
(9/l,v:v) and dried by rotary evaporation to yield 1.4 g material. The product had 
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ZZZZT * * ^ M+H ' m " «» = 

1 1 e ""^ , - NH - (CH » 0 - C H 2 -O.NH-Bcc was ^ by adding 
. 2 " C00SU (3 ' 8mm °' ) W 0 98 ° f 2 ^~ 2 , -NH 2 

12 ;r * so,ution stoed *- " « — 

HPLC column 250 , 25 mm u. (Nucleosil 300A, 7um C8, Machere y Na^e, 

low n B of 3ml/mi „. ^ ly0phiJi211ti()ili ^ 
w« characerized by ^ Mcd M+Hi ^ ^ - Jfc*- »«> 

The z group was cleaved by catalydc hydration . For <his purpose the 

2 rr t on coiun,n ,ba - - z~ 

produc, was cuaracerized by ESMS: caTcd M+ „, ^ 360 .,, ^ ^ 

COOH ^^-^"rO-NH-Boc was acy,a,ed wi,„ PEG 5kD - 
COOH, and PEGi 0kD - C OOH, and PEG 20KD.C00H 

HCL (33 umol) was dissolved in 2m! of toy DMSO, PEG, m -C00H fO 4, 
«~0. sou.0,, and D CC (aim, ,oo„m" 

*• PH adjusred ,o M with N . m e %I . morphota ^ fc rL re ' tl 

^ ^ , ki shwed (hat ^irte 

m IT " da " ,ed 3 * ^ « «-«- wa! 

was eiuted - ,he te *— •» — - — - was 

I* a. noon, .emperarure. TFA was removed under vacuo, ,he mareria, was 
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taken up in water, extensively dialyzed against water and finally lyophilized (yield, 
300mg, 90%), to get the following derivative: PEG 5kD -Lys(PEG 5kD )-NH-(CH 9 h- 
NHCO-CH 2 -0-NH 2 . 

A comparable linker was obtained by acylation of the lysine derivative with 
PEG 10kD -COOH, and PEG 20ICD -COOH. 

EXAMPLE 4. Functionali7ation of Mtfhnxv p olvethvlftnP. fil vco i : Svnth^ic »f 
Multivalent Linke.r AnA.fr r prn Jm ^_ 

Z-(Lys(Boc)) 5 -OH was used as starting material. The peptide, once the 
Boc-group was removed, resolubilized in lOmM HC1, relyophilized and then was 
completely acylated with 2-fold excess of PEG 5kD -COOH in DMSO in the 
presence of HOBt and DCC. The reaction mixture was diluted with distilled water, 
dialyzed and the soluble fraction further purified by ion exchange chromatography' 
on a DEAE-A25 an CM-C25 Sephadex column, and lyophilized. The Z-group was 
cleaved by a 2h HBr treatment and the product was then acylated with Boc-AoA- 
OSu. Finally, the AoA function of the linker was deprotected by TFA treatment. 
The extent of functionalization could be evaluated by determination of reactive 
aminooxy groups with TNBS at 495nm, and was found to be 80%. 

EXAMPLE ■>, Functionaliration of Dextran: Svnthp.sk nf D extran .n.rn f ru^ 

CH,om.rrHnTT tT -rw 1 .MiT. rHi % . NH . C Q. CHr n , MHi 

A unique reactive group was introduced in dextran (Mr (av) 9.3 kD and 
39kD) by modification of the reducing sugar by reductive aminatidn. 

Dextran 39kD (lg, 25umoI) was dissolved in anhydrous DMSO (4.5ml) 
with gentle heating (45°C) and allowed to return to 25»C. Ethylene diamine (500ul, 
7.5mmol) and crushed 4-A molecular sieves (200mg) were added. The flask was ' 
flushed with N 2 and then sealed and incubated for 24h at 37°C. NaBH 4 (80mg, 
2.1mmol) was added, the flask flushed with N 2 and the solution further incubated 
for 24h at 37°C. The viscous solution was then diluted with 5 volumes of water, the 
pH adjusted to 5.0 by the addition of glacial acetic acid, extensively dialyzed 
against distilled water and finally lyophilized to afford 800mg (80% recovery on the 
based on starting dextran). The yield of functionalization was estimated from the 
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mo'diT t* A cw extent of eJL 

modificauon was obtained for dextraim.^w^ . 1 ena group 

m,^ Md mp E WNH2 - mo "° »• 

The polymers functionalized with a *\ no u 

introduced termini . ■ § °° Xy 8r ° Up t0 their 

traduced terras am.no group are able to react, preferably under acidic 

ed or .owpectftally unreduced at the N-terminus of a protein by for 
*am P ,e, periodate oxidation or tnnsamination (as dictated by t L panic^ N 
ermmal seance of the protein), to form a stable o.me bond. S " 

Placement of a carbonyl group at the N-« erminus of a protein „ . 

Examples below 11-8 r r« , demonstrated in the 

2 5 m „ n ^ e N " terminaI S6rine ° f Sh ° rt f0rm of M C72 residues- 

2-5 mg/ml) was oxidized with a in f«M , residues, 

PP 240, ESCOM, U.den, The Netherlands). The reaction was 
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stopped by the addition of 2000 excess ethylene glycol over periodate and further 
incubated for 15min at room temperature, and the protein was finally dialyzed 
against a 0.1M AcONa buffer, pH 4.6. Dialysis tubing was previously boiled in 1 % 
sodium bicarbonate during 30min. Oxidation was confirmed by ESI-MS (calcd., 
m/z 8351.3; found m/z 8351.3±1.4). The oxidized protein was concentrated up to 
3-4mg/ml and was used in that form for the site specific attachment of the 
functionalized polymers to the N-terminus of the protein backbone. 

Conjugation with the polymer . A 10-fold molar excess of a lOmM 
aqueous solution of polymer was added to the oxidized protein, the P H adjusted to 
3.6 with glacial acetic acid and incubated for 20 h at room temperature. As shown 
in Figure 1, SDS polyacrylamide gel electrophoresis clearly demonstrates that a 
homogenous conjugation product corresponding to the attachment of a single 
polymer chain is formed. The molecular weight of the conjugate is directly related 
to the size of the polymer used in the coupling reaction. 

The conjugation product was purified by ion exchange 
chromatography on a Pharmacia MonoS column equilibrated in 25mM AcONa 
buffer, pH 4.7 using a linear gradient from 0 to 2M NaCl over 20min followed by 
reverse phase HPLC on an analytical C8 column using a linear gradient from 30 to 
65% B over 35 min (Figure 2). 

In vitro activity of conjugates . The biological activity of 11-8 
conjugates was determined by a human neutrophil chemotaxis assay using a Micro- 
Boyden chamber as already described (Ribaudo and Kreutzer (1985) in Practical 
Methods and Clinical Immunology (Yoshida T. ed.). pp. 116-125, Churchill 
Livingston, Edinburgh, U.K.). 

While 11-8 showed an EC 30 of 2 nM (concentration corresponding to 
5056 of the maximal chemattractant activity), all investigated PEG-derivatives " 
(PEG JkD -, PEG 10kO -, PEG JOkD -, and (PEG^Lys-II-S and Il-S-PEG^-H-S) were 
shown to have an activity of the same order of magnitude with an EC 30 ranging 
between 3 and 10 nM. 

Pharrnacokinrtir data . 11-8 and its derivatives were iodinated under 
conditions, which have already been shown to retain full biological activity as 
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defined by „e olro phi> c_ (Grob e, al. „«» , Biol . chem 

Briefly, approximately O.SmCi of Na'*I was mixed in a 1ml 
8. T»e .odmauon was ^ by ^ rf y ^ rf ^ « 

... F ° n ° Wi " 8 " 9 °" ! taC '* i " i0 " * M ° C ' 0,6 ""So. was ' 

"T ^ addiU ° n ° f 15 " ° f *■* — and !0 „ of 50 1 

^iodide. We ^ed p ro( ei„ was Kpanttd from ^ » ^ 

vein of fema, " " ** *""*" ^ " ' <■ *• « 

female Wu* rats (1 „ ^ Md ^ „ ^ ^ ^ ^ ^ 

peg i, 8 *r , "* i "" ,,4ta * ,,H »^w 

EG n 8 a^ «UWH 8 ive„ btrawly 10 lhe « m shoK „ „ 
F.g. 7. Common of a single 20kD PEG ehau, has almos. „o Mllence „ lhe 

^wWiLys-denvativc considerably increase this area. 

A manual fit to these curves gives apparent first T ln values of 
approximately 10 min for 11-8, 17 min for PEG II 8 ,0 1 
a , a c n ■ ™*mcd-II-8, 30 mm for 11-8 PEG ti 

8 and 60 mm. for (PEG^Lys-Il-8. 

No detectable differences were observed in the apparent second T 
among all pro te m derivatives> but whUe ^ ^ , % J 

rcmained m circulation ^ 24 h for n ^ 6% ^ 
still present in case of (PEG J01M) 2Lys-Il-8. 

Besidueofa Protein- • ^ ^gmunal 

Application of the same methodology to the modification of G CSF 

' e " 35 Kn " e m as = ° f »-«. *> t-se. for period oxldaion. 
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Enzymatic cleavage of N-rP.rmin. i methionine The methionine 
residue was specifically removed by enzymatic digestion with kidney microsomal 
aminopeptidase (EC 3.4.11.2). G-CSF was concentrated to 5mg/mL in a Tris 
50mM, 0.3% sodium lauryl sarcosinate, pH 8.0 buffer and then incubated with 
aminopeptidase (enzyme/substrate ratio, 1/20) for 20h at 37 8 C, in the presence of 
lOmM MgCl 2> 2.5mM PMSF and benzidine, and 2mg/mL aprotinine. All these 
inhibitors were added to prevent any cleavage of the polypeptide chain by any 
contaminating proteolytic enzyme present in the commercial aminopeptidase 
preparation. Aminopeptidase was then inactivated by adding EDTA at a lOmM 
concentration and the solution dialyzed at 4"C versus Tris 20mM, pH 8.0 and 
against water and the material finally purified by reversed phase HPLC on a 
250x10mm i.d. Nucleosil C8 column, using a flow rate of 3mL/min and a linear 
gradient of 50-80% solvent B over 15min. The modified protein was characterized 
by ESI-MS. The ESI mass spectrum exhibited two series of multi-charged ions, the 
major one corresponding to ^W-rhG-CSF (calcd., m/z 18820.8; found, m/z 
18821.7±2.1) and the minor one to Me^-rh-G-CSF ( calcd., m/z 18951.9, found 
m/z 18956.1 ±5.5). 

Oxidation of<frrW-0-CSF The lyophilized material was 
dissolved in a 0.1M sodium phosphate buffer, pH 6.5 at 5mg/ml in the presence of 
6M guanidine chloride, and oxidation performed with a 5-fold excess of periodate 
over the polypeptide. After lOmin of incubation at room temperature in the dark, 
unreacted periodate was destroyed with a 1000-fold excess of ethylene glycol. 
Oxidation was confirmed by ESI-MS (calcd., m/z 18775.3; found, m/z 
18777.9±2.7). 

Cgnjugation of the polymer A 5-fold excess of AoA-NH-PEG was 
added to the reaction mixture, diluted with 5 volumes of 0. 1M AcONa buffer pH4.6 
containing 6M guanidine chloride and concentrated to one volume on a Centricon 
microconcentrator. Dilution and concentration was repeated a second time. The pH 
was then adjusted to 3.6 and a second 5-fold excess of AoA-NH-PEG added, and 
the solution incubated 24h at room temperature. The solution was dialyzed against a 
20mM sodium phosphate buffer pH 7.0 to discard the guanidine chloride and the 
conjugation product isolated by HPLC on a C8 column. As shown in Figure 3, 
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wi* a flow rate „, 0.6mi/mi, Ph0SPhatt ' 5 °* Me °» P H W. 

EXAMPLE 8 <T 
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,mal concenrat on of 2mM and n lu 

« room tempe^re the reaction ^ eC " Ve ' ) '- ' h tabatio " 

mixture was ,h reaction was stopped by the addition of solid EDTA The 

-»» was then extenstveiy diaiyzed against a 0.1M NaOAc buffer „H4 « T 
* fraction used for the conjugation reaction ' ' ^ ^ 

w-haractertSt^T^ *PPeaia«ce of the reactive keto (roup 

' ulc reaction mixture incuhafpH a*u „.> 

WSU*I» and PEG „ 7 te "' Pera " ,rc - 

PHWn-lr. were thus consulted as confirmed in Figure 4 

en.pnyusu,gapoly.propy|a piimi) , ide , 

^ MA), Mowed by , ge, rd,^ B , ' 
Phenomenex column (600x7 Sm-rt „ • " B,,>S|: P- S «S-2000 
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ynovraj flbroblasts (Atend et al. ( 1M0 ) ,. C Un. Invest. 83 :, 6 o 4 . I699) 
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This bioassay allowed the evaluation of the biological activity of modified Il-lra, by 
using a 1000-fold excess concentration of Il-lra or its conjugate over H-10 to study 
the inhibition of the 11-10 induced biological response. Table 1 presents the results 
of one such initial assay. The PEG 20kD -des(MRP)Il-l ra form listed in Table 1 is that 
derived by enzymatic cleavage and periodate oxidation as discussed in Example 9 
below. 



Table I. /„ vitro capacity of Il-lra and PEG 10U) -conjugates to inhibit IL-10 induced 
PGj production (ng/mL) in two fibroblast cell lines. 



ReagCnt Dermal fibroblasts Synovial fibroblast 

Culture medium 325 ± g 5 239 ± 3Q 

Buffer without protein 317 ± 69 276 ± 67 

< 4.8 (100%) 

< 4.8 (100%) 

PEG^-IL-lnKtr) 219 ± 37 (32%) 98 ± 16 (6fl%) 
PEG JOkD -des(MRP)Il-lra 4g ± J4 



Il ' lra 8.6 ± 3 (100%) 

n - ln fo) 21.8 ± 6 (96%) 



(84%) 



£V1£J ™ ^ ns . ±S D - < n - 3 >- fiB»« in brackets give a nominal value for 
the % bzologu*! actmty of the derivative concerned, even though this initial assay was 

"tr»?^Z ^ ° f th£ dose - rcs P° nse «™, is not determTned 

it is transaminated form. 



As shown in Figures 5A, SB, and 5C (dose-response curves), the 11-10 effect was 
inhibited in a dose-responsive manner by all conjugates, and an IC J0 value 
(concentration necessary to block 50% of 11-1/3 response) was approximately 
determined: the values were approx. 13, 10 and 9 ng/mL for PEG^-IMra (Figure 
5A), PEG IOU> -IHra (Figure 5B), and PEG J0U) -Il-lra (Figure 5C), respectively. 
Conjugates were prepared by transamination method. The IC 30 value for authentic 
Il-lra was found to be about 6 ng/mL. The necessary ratio ofll-lra to 11-10 which 
can be deduced from these results, though higher with the PEG derivatives than 
with the native protein, remains in all cases in the range 10 to 500, the range 
described in the literature for Il-lra (also designated as the pharmaceutical Antril by 
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Src 0 wtth aa *■ (Ara,d a i99 °' j - cu "- *~ 

Eharmacpkw.ti,-^. Antril and its derivatives were labeled by the 
-U-W„ CUoramine-T methKl (Hunter, W.M. and Greene, P c * ** 

Tns HC1, 0.15M Nad, P H 7.0 buffer, and co_d to about ,00 „. * «, 
* on were then added 5 00 .CI NaT and 30 „. of a IS (w/v) ^ T 
«*» prepared in tie same buffer a, that for the protein. IlKubatio „ KaJ 
~ after 90s b y «. addition of 30 „cf.5« (w,„) sodium meubisulfite 

riT ; l *; 508 (w/v) a * "~ ~ 

separated from fee 0 „ a GF5 column (Pieree) equilibrated in PBS and 
Piously washed with the same buffer containing 0.1 * bovine serum albumin 
The specie radioactivity thus obtataed was in the range of 100-300 ,Ci/ mg ' 

protein. Mowing 

■ ^Wte^obttinedfromlffa-CredofL'Arbres.e.Pnnce) 
wcghtng between , 50 g and 200g, we* used. Approximate,, 50 „ of ."Mabe L 

*e U„ a, selected times <as near as possible to 3, 10. 30 mi, ,, 3, 7 and 2<h> 

pT „ , ^^^^"'''^^'^^"•'-.^O^-n-lraand 
PHWll-lra gtven intravenously to the ntts are compared in Figures «A and 68 
As can be derived ftom the figure,, tb= apparent firs, T . of An^see £1 
- short, and the apparent second T„. though much longer, did not 
*e«fore ha« as strong „ influence on the area under the Pharmacol! 
-« -ponantly, even in these prelimin^y experiments, there are appreciab 

or Antnl. The apparent flna T% vallK „ ^ ^ 

onger ,h,„ u,a, for te unmodiT., proteh . A ^ fli „ 

^lOcD-II-ln, and 20 mui. for PEG^-Il-lra. 
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No detectable differences were observed in the apparent second T* 
amongst all three proteins, and in all animals less than 2% of the initially observed 
radioactivity remained in circulation after 24h. 

It is clear from the results presented herein that by increasing the 
polymer mass, either by increasing its length or, as discussed above, by addin. 
multiple copies of the polymer at one site (via the multi-linker format) one can" 
mcrease the circulating half-life of a conjugate while not causing a deleterious effect 
in its activity. This result of the site-specific modification methods and reagents of 
the present invention sharply contrast results often seen using methods in which the 
target molecule is randomly labelled with polymer, such as at lysine residues 
Unlike with previous technologies, using the reagents and methods of the invention 
one would expect a further increase of T„ without an excessively severe additional ' 
decrease in specific biological activity. For example, adding a 40 kD polymer to 
Antnl (either directly or as obtained using smaller but linked polymers) would 
produce a further increase in the apparent first T„ without a sudden, cripplin* loss 
of specific biological activity. Indeed, using the methods of the invention, the trend 
of specific biological activity as a function of M, of the added PEG was observed to 
be in the other direction (compare Figures 5A, 5B and 5C). Moreover, as 
presented herein, the use of a multi-linker can achieve similar effects as those 
observed for a single, linear polymer of molecular weight unexpectedly greater than 
that of the multi-linker. For example, when two PEG chains were put on a multi- 
linker and placed site-specifically at the N-terminus of II-8, the resulting derivative 
PEG WU) -Il-8 had a gel-electrophoretic behavior almost equivalent to that for a 
derivative with an apparent molecular radius corresponding to the addition of a 
20kD PEG chain (see Figure 1). 

EXAMPLE 9 Site-Specific Modification and Cnnf ..^ „ f xt^ , 

Residue of, PmtHrv Modification hy Fnrymatic C^va^n odate O^ti.n ,n, 

Conmgatin n of TT.-1-ra 

Enzymatic cleave of Met-Arg-Pm , nd ^nrf^ nviA ^ n 
Removal of the three N-terminal residues to reveal the serine can also be considered 
for the conjugation of the functional^ polymers according to the methodology 
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Q " P " - «- •» * *vage of to N-termM uZb, ^ 

ry slow.The protem was therefore incubated 20h at 37'C at a 30m ,/ ml 

enzyme/substrate raUo of 1/1 n tk» . • 

t>- * 6 protem was th en isolated bv eel fiih,t;„ 

BioSep-SecS-2000 Ph Pn « m » , y 8 rutratI0n on the 

P ec* 2000 Phenomenex column and a aliquot purified by HPLC for n. 
characterization bv EST m«5 -n, y C for the 

oy fcSI-MS. Three series of consecutive neatr* r„™. 

10 «"-1D), and two minor ones, one 06785 1 + 1 <; ™ 

rfoflto-Ar-Pm Sertri , , < 167! 5->±l-5 D) corresponding a, the 

«r„ TO-Ser)Il-lra analogue (calculaled value iffl<ni» . 
(1712S 9+? in ' I6 «O.0 *>), and the other 

( 125 - 9 ± 2 'D)correspo m li„ g ,o < ,„. MeaL . lra(caIcil , ated 

* * «- »— <™».« D) oouid to detect. ^ ^J 9 - 

a-n oft se^ mMh ° d » ~ — - — a -ft*. 

-J^ti „ C ro . P0S ' U0 " '° P£rf0m " °^ ,b " " 
•n-ncated a' lr ? ' ^ «" ° f over the 

con™:::™ " a i% ^ ^ — - « 

PBG^-MH-CacH O » h7 W " mbled Wi,h 1 '° ^ — - 

-w- u prcscntal h TabIe , ° f KP ~ e 
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This multivalent linker is comparable to that described in Example 3, 
and was obtained by acylation of Tris-(2-aminoethyl)amine with one equivalent of ' 
Boc-NH-0-CH M -CONSu in DMSO. The monosubstituted derivative was isolated 
by HPLC. characterized by.ESIMS (calcd. M+H, m/z 319.4, found ra/z 320.6). 
The material was solubilized in lOmM HC1 and lyophilized, and further acylated 
wuh PEG JU) -COOH (1.2 molar excess over remaining amino groups) in DMF, in 
the presence of equimolar amounts of hydoxybenzotriazole and DCC. The solution 
was stirred overnight at room temperature and the fully acylated derivative was 
purified after extensive dialysis against distilled water by ion exchange 
chromatography on DEAE-A25 and CMC-25 and finally deprotected by treatment to 
get the following derivative: 

(CH,)2-NH-CO-PEG 
I 

HjN-O-CHj-CONH-CCH^j-N 

I 

(CH^-NH-CO-PEG 
Conjugation to oxidized 11-8 was carried out under the same conditions than used 
for the linear PEG polymer, and the resulting derivative isolated according to the 
same procedure, as shown in Figure 1. 

EXAMPLE 1 1 " Qne-Pof Mod ification anrf r™, ugation R Mr ,^ n . 

As demonstrated in the above reactions, side reactions during oxime 
formation were not a problem. For example, compare lanes 1 and 2 of Figure 3. 
However, "one-pot" reactions would nevertheless be desirable in order to minimize 
handling, and thus yields, contamination, equipment, time, etc., as well as provide 
for more reproducibility and uniformity amongst reactions, decrease labor time and 
costs, and facilitate development of larger scale and commercial production, as weU 
as simplify use if diagnostic methods or kits. IL-8 was mixed at the same time with 
both periodate and an aminooxy compound (N"-Aminooxyacetyl, N'LC-biotinyl- 
lysine), and after an appropriate reaction period, with no work-up whatsoever, the 
wanted product- IL-8 specifically biotinylated at its N-terminus-was identified. 
Surprisingly, the reaction progressed at pHs 8, 6.5 and 4.6. At 6.5 the generation 
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of prate., with approximately quantitative productio . of ,. „ , J 

surpnstog since, fa exampie, periodaK *' * "«* was 

8™P. ami is fjvorcd „ * *»™"«* amtoo 

■* « "id pa. Additional, 1 ' ' ^ ' 0rTOta * ■» 
consider. Ls ! ^ — * «— " 

unmediately, with mixing, by 17ul of a lOmTvr 

™ quenched with 4„ „ f 10M aqneous eth y ,e„e gly coi Xtl """" 
•» Inched solution was rapi<11 " 1 ^ **» 10 ^ 

-id. (This was done to minimi! a„ y JL ,Ue ° US Wfl ~° 

• taw scale reaction when isolated g,»e the JL, P ° f 

*- «. Pierce Chemica, Corp). ^ ~ **" 

process as Mows Flr s, w „ WaS ™* * ■ two step 

lysine (NovaBiochem 4448 n-ar T ' N-<-W)uoroacetyl. 

DMSO was added !' ^ » 3 ■* * 

" was added, a suspension to 1 mL of DMSO of 

Mroxysuccinimido esterof amtoooxv, J 7^ 
(VUaseca et al. „ W3) ft .^ ^ « 

— ^ed to .he suspension, ^ J ""»• N "«^hoa„e was 

«temall, on mois, nam „, ! PPIrc °' fH * indicaK d 

m01M "arrow-range pH paper was ahn.,i 5 it. 

- -diate, „ pon ^ £ 8.^ L^^T 
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ovenught at room temperature. Subsequent thin-layer chromatography (Vilaseca et 
al (1993) Bioconjugate Chem. *515-520) of a small sample showed that little or 
no ninhydrin-r*,sitive material remained. Residual hydroxysuccinimide ester in the 
reaction mixture was destroyed by dilution with an equal volume of water and 
incubation at 37»C for 1 hour. The mixture was then further diluted with 32 mL 
water, cooled to 0»C, and brought to an apparent P H of 3.0 (glass electrode) with 
aceac acid. The solution was then divided in two, and each half placed on a 
Chromabond 1000 mg (Machery-Nagel, DOren, 52348, Germany) equilibrated with 
0.1 % aqueous TFA. Each Chromabond was then washed with 20 mL of the same 
solution, and eluted with 4 mL of a mixture of 0. 1 % TFAracetonitrile, 4:6 (v/v) 
Acetonitrile was removed from the eluates in a current of filtered air, and the 
remaining liquid removed by vacuum centrifugation. Second, the trifluoroacetyl 
group was removed from the c -amine of the lysine by adding 3 mL of water to each 
of the dried down eluates, cooling to 0'C, then adding 330 fiL of pyridine. The 
mixture was maintained in an ice bath with occasional agitation for 3 h. The 
reaction was stopped by the careful addition of 500 „L of glacial acetic acid and 
solutions could be stored frozen at this point. To continue the procedure each 
muture was diluted to 10 mL with water and the pH adjusted with acetic acid to P H 
3.0 (glass electrode) if necessary. The mixtures were applied to two Chromabonds 
as before, except that (a) elution of the wanted fraction was carried out with 4 mL 
of a mixture of 0.1% TFAracetonitrile, 7:3 (v/v) and (b) for each Chromabond the 
material passing through unchecked was pooled with the subsequent 20 mL wash 
fraction and passed a second time over the same Chromabond- after re-equilibration 
For each Chromabond, the two eluates were pooled and dried down to give approx 
40 mg each of the desired product N-a-tertButyloxycarbonylaminooxyacetyl-Lysine. 

The AoA-LC biotinyl Lysine was made by first dissolving 15 3 mg of 
the N"(BOC-AoA)Lysine in 478 ,1 of DMSO and adding 5,1 N-ethylmorpholine 
To this were added 53.2 mg of the biotin compound N-hydroxysuccinimido ester of 
LC (long chain) biotin dissolved in 478 „1 DMSO. If either component was 
reluctant to dissolve before mixing, all went into solution afterwards. After 18 
hours at room temperature any excess active ester was destroyed by adding 956 „1 
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NaHC03(lSS in water) and waiting for 2 1/2 h n .,r, tu 

diluted with 10ul H O . "ht *u mbCtt,re was 

«» with io M l Hj O addled by the careful addition at 0«C of fin i • 
(to nH^ Th* ™- ^ * ^Z* 1 aceti c acid 

< PH 3). The nuxture waS loaded „„ a chrombond 

e^ ratt d ta 0a%T FA , tte ca nridgerahedwhh20 P ml01 ^; 
°fCH,CN/0.1!STFA<l-4v/v> Tk. . .. ' ^ 4 ml 

c raw*) and dried down. Yield was 23 8 mg 

trough, ,„ 40* J£ r , ^ ^ * - 



Though severa. n^ds *"ealreaa>bee7tac^^ 

^roxy, graup ^ a 

« H. (1984) J Pot™, » , ' I33 " 142; Hinis M M. 

introduced by acylatiw PEG NH oi-ti- fi ' nCliM "~ 

' h """^ 0»"al<i=hyde)OSu. PEG-NH ,1 
50 ,m„ D and caxboxy (ber^dehydeJOSu (6 2 mg 250 Ln „ 
taDMSO(4mn «,.,„ . ^ m 8. «0 jimol) were dissolved 

(4 ml), the apparent pH adjusted to 8-9 with M-Methvl™ i. ,■ 

*> — stirred 0V emi g h, AcyIation was ^^^^T "* 
- .lution was d.ted with 5 volumes oL ^ " ^ 
exte„ sive l y dialed aga inst wa(er ^ ^ - 

^^^^ - „ • 

a^ffitginiMoMication^T^ ^^a* 1531 * 21 ^^ 

Another approach to modify G-CSF site-snerifv*,, 
Cys" with a linker bearing the a.a a Really was alkylation of 

beanng the AoA runct.on « order to place a reactive AoA at 
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this position. In the case of G-CSF there was only a single Cys residue. For this 
purpose was used the linker compound 

Boc-NH-0-CH r COHN-(CH^ r NH-CO-CH r Br 
The Boc group was removed and the linker rapidly added at a 20mM concentration 
to rh-G-CSF solubilized in a 0.1M phosphate buffer (Na), pH 7.0, 5mN EDTA and 
6M GuHCl. After 30 min. incubation, the solution was acidified. The alkylated G- 
CSF was purified by reverse phase HPLC and characterized by mass spectrometry 
(calcd. m/z 18971.8, found, m/z 18978.2+7.8). The protein was U,en resolubilized 
in acetate buffer (0.1M Na), pH 4.6 containing 6M GnHCl and reacted with a PEG- 
CHO (from Example 12 above). The extent of polymer conjugation was 
comparable to that obtained in the two-step coupling at the N-terminus described in 
the previous example. If the alkylation with the preceding linker is performed at 
higher pH values (e.g. pH 8.0, pH 9.0) histidine and methionine residues will also 
be modified. 

EXAMPLE 14, Site-Specific Modifyin g and rnnj .,p a t j 0 n of a Pm^in. 
Modification and Conj ugation nf rh-fi-r^P , 

A small bivalent tag, containing a group reactive with a 
functionalized polymer of the invention, can be added to the protein in a large 
excess and will therefore react rapidly with the created glyoxylyl function in the 
protein. In a second step the functionalized polymer is added to achieve conjugation 
to the protein via the tag. This two-step approach is useful, for example, when one 
wishes to avoid or minimizes both steric problems and those that might be caused 
by side reactions. A illustrative small, bivalent tag is a bisaminooxy tag. H 2 N-0- 
CH 2 CO-Lys(CO-CH 2 -0-NH J ) was synthesized by the attachment of Boc-AoA-ONSu 
to Lys-OMe, followed by NaOH treatment and TFA deprotection (calcd. M+H, 
293:1; found M+H 293.9). To complement an AoA group on the protein, a 
functionalized polymer having a reactive carbonyl group was used for conjugation. 
PEG-NHj was reacted with carboxy-(benzaldehyde)-ONSu to give a polymer with 
the required aldehydic function for reaction with the AoA-tagged G-CSF, yielding 
the final product: 

PEG-ra-CO-C 6 H 4 -CH=N-0-CH 3 -C0-LysCO-CH J -O-N=CH-CO-^Met'mG-CSF 
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Tns(2-anunotthyl)amine, used in Example 10, was acylated with 3 
^- WWOWO,. in DMS 0. The fcUy subsUtutL del^ 

«* 6«.3). The malenal was deprotected by 1„ TPA treatment and TFA removed 

AcoNa pH 3.6. The conjugation product (bearing wo free AoA 

-*-d b, HPLC artd characters by ES1MS (caldd. M * H I 86 8 7 fo d 

m/z 8696.0 ± 0.5). 6 ' found 

™ed deriva, ivTi TZT * "* PEGCH ° » « 
aenvanve, ,.e. a bi-poIymer-contaiiun s runctionalned polymer 

Other mulUarm, i.e. multi-pol^er-conutoing runoio^lized 
Pdyrner suuctures can be constructed, especially if ,„ e ^ of (ne 

12^: " y 4 '° 6 - "* "» — ** —on d 

^ed b, lin^, „ , fe , ^ „ ^ ^ , ^ ^ ^ ^ « 

HjN-O-CHj-CO-X-fLysfSeOJn 

here X ts a pepttdtc or »„„ peplidic whfch 
-W- --reacted proteh, „, . „ , he mnber 0 1Mc J 

^ir^- — 

In a second reaction, the serine residues of the introduced Itaker are 
— — poyme,, to covafcntly a„ach „ number of chain, to the pr^l 

nuhlir,.- e mm M * ^ dividual 

pubucauon or patent appucadon was specificaUy and individuaUy indicated to be 
incorporated by reference. 
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The invention now being fully described, it will be apparent to one of 
ordinary skill in the art that many changes and modifications can be made thereto 
without departing from the spirit or scope of the appended claims. 
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WHAT TS PT AIMPTt TQ - 

1. A functional^ polymer, comprising an organic polymer covalently 
attached to an amino-oxy oxime-forming group. 

LedTr"^^ ^ ° f Chhn 1 ' WhCrein «*»* * 
attached to two amino-oxy groups. 

! to ° f °- 2. *. orgaruc polymer, having 

- « to polymer tern,™ and t0 . ^ mi „ 0 . oxy ^ 
polymer terminus. 

4. The functional p olynK r of Clata whereb] (h6 

soluble polymer. 



5- The functional polymer of data 4, wherein the water soluble polymer is 
^ carboxymetny, dextrin, ceMose, meftylceUulose. carboxymetny, ceUulose 

£«. po,y™y, alcobo,, ^ elhy , ^ polyviny|p ^ ° f 

P-hydroxye^y!,.^^ ^ ^ 

-tat* frora the group of s traig ht , branched, disubstituted 

unsubaituted polyene glyco,, po.y«h yl e„e glyco. homopolymen ' 
polyene 8 .yco, homopolymers, and copo„ m ers of ethyta* g, vcol with 

Z!, n : el)rC ° 1, ^ ^ "* - — — or 

ubnuted at one end with an allcyl group. 

glycol (PEG) or tnethoxypolyethylene glycol (mPEG). 
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8. The functionalized polymer of Claim 5, wherein the polyoxyethylated polyol 
is selected from the group consisting of polyoxyethylated sorbitol, polyoxyethylated 
glucose, and polyoxyethylated glycerol. 

9. The functionalized polymer of Claim 1, wherein the polymer has a molecular 
weight average of about 200 to 200,000. 

10. The functionalized polymer of Claim 9, wherein the polymer has a molecular 
weight average of about 400 to 50,000. 

11. The functionalized polymer of Claim 10, wherein the polymer has a 
molecular weight average of about 2000 to 40,000. 

12. The runctionalized polymer of Claim 5, wherein the molecular weight 
average of dextran or its derivatives is 10,000 to 500,000. 

13. The runctionalized polymer of Claim 5, wherein the polymer has the formula 
Rl-0(R2-0)nR2-R3 

where n is an integer between 5 and 2,000, R2 is a lower alkyl group which is 
straight, branched, disubstituted, or unsubstituted, and (a) one of Rl and R3 
comprises an amino-oxy oxime-forming group and the other of Rl and R3 is 
hydrogen, -CH3, or a protective group, or (b) both Rl and R3 comprise an amino- 
oxy oxime-forming group, and where either or both of Rl and R3 optionally 
comprise a spacer group. 

14. The runctionalized polymer of Claim 13, wherein the protective group is an 
alkyl group. 



15. The functionalized polymer of Claim 14, wherein the protective group has 
between 1 and 10 carbons. 
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«* ^^^on^po^,,^ 13> wherei „ w 

18. The functionalized polymer of Claim 13 wherein th, 9 • 

f . 1 1J » wnerem the amuio-oxv oximp. 

forming group comprises -X-O-NH «,h^i„ v • 

CHO-R^J „ X O NH 2 , wherein X is a spacer group comprising -NH- 

CHO R4- and wherein R4 is attached to -O-NH, and is a substituted or 
unsubsututed linear, branched, or cyclic lower allcyl. 

19. The rationalized polymer of Claim 18, wherein R4 is -CH2, 

- (P) 0{Chiml ' - f0rmU » a 

W 0 i, a C(R)0, wherein P is the organic Dolvmer m ;« ,„ • . , 
v s. . poiymer, m is an integer from 2 to in 

CHOH- in the formula (PjmL-x-O-NH. 

Hie functionalized polymer of Claim 21 wherein y «™ • • 
-NH-CO-CH, in the fonnuU * "■*« or 

or CHOH- in the formula (P)mL-X-C(R)0. ' 
o, ZTZT" " ' ! " bS '" ,ed " — 
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25. The fimctionalized polymer of Claim 24, wherein R5 is selected from the 
group consisting of phenyl or C r C 10 alkylene moieties, C r C I0 alkyl groups, or a 
combination thereof, an amino acid peptide, an oligonucleotide, an oligosaccharide, 
a lipid chain or a combination thereof, and may contain heteroatoms. 

26. The fimctionalized polymer of Claim 24, wherein R5 is -CH2-CH2-. 

27. A method of systematically modifying the Stokes radius of an organic target 
macromolecule, comprising the steps of 

(a) obtaining a site-specifically-functionalized target macromolecule 
comprising a first oxime-forming group, 

(b) obtaining a series of fimctionalized organic polymers differing 
from each other in the series in topology but not molecular weight(average) 
comprising a second oxime-forming group complementary reactive to the first 
oxime-forming group, and then 

(c) conjugating the fimctionalized target macromolecule separately 
with each fimctionalized polymer via oximation to obtain a series of conjugated 
polymers, wherein steps (a) and (b) are performed in any order. 

28. The method of Claim 27, which further comprises the step of 

(d) identifying a change in a biological or physical property of a 
conjugated polymer of step (c). 

29. The method of Claim 27, wherein the second oxime-forming group comprise 
-0-NH 2 . 
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